pBbA1 -

IPTG inducible promoter system

laclg

58“8243:0 pBbAla
452 tp
pBbAla-RFP 2478
.
pBbA1k-RFP 2484 - epema
pBbAlc-RFP 2491 N
A =p15A ori (8-10 copies per cell) 1 =pTrc Avr Il (2325) Byl Il 1468)
experiments represented on this datasheet were performed using pBbAla-RFP dbl tem Y \ RBS
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control Xho |(2181) RFP

BamH| (2172)
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3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-2.6) 112.0% (+/-5.5) 103.3% (+/-0.6; 100.3% (+/-3.7; 25.4% (+/-1.5;




pBbB1

IPTG inducible promoter system

laclg

Sac | (3777)

o pBbBla |
Spe 1(3661) 1786 1p ‘ /)Trc promoter
pBbBla-GFP 2629 o
pBbB1k-GFP 2637 N vy
DBbBlC-GFP 2645 RBS

B = BBR1 ori (17-20 copies per cell) 1=pTrc BBRLod g GFP

experiments represented on this datasheet were performed using pBbBla-GFP
pBbE5a-GFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

Avr Il 2364)
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3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, T8 media is supplemented with 2% glycerol
GFP and OD normalized to pBbE5a-GFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-2.6; 112.0% (+/-5.5; 103.3% (+/-0.6; 100.3% (+/-3.7; 25.4% (+/-1.5;




pPBbE1

IPTG inducible promoter system

Sa“(m?o pBbEla
465 tp
pBbEla-RFP 2469
pBbE1k-RFP 2497
pBbElc-RFP 2502 colEL
E = colE1 ori (20-30 copies per cell) 1 =pTrc Avrll (2325)

experiments represented on this datasheet were performed using pBbEla-RFP
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

INDUCER DOSE RESPONSE
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3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, T8 media is supplemented with 2% glycerol
RFP and OD normalized to pBbE5a-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-2.6; 112.0% (+/-5.5; 103.3% (+/-0.6; 100.3% (+/-3.7; 25.4% (+/-1.5;




pBbS1

IPTG inducible promoter system

pBbS1a

5674 bp
pBbS1la-RFP 2548

pBbS1k-RFP 2556

pBbS1c-RFP 2564

S =SC101 ori (4-6 copies per cell) 1=pTrc pSC101™ ori

experiments represented on this datasheet were performed using pBbS1a-RFP
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

INDUCER DOSE RESPONSE
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3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, T8 media is supplemented with 2% glycerol
RFP and OD normalized to pBbE5Sa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-2.6) 112.0% (+/-5.5) 103.3% (+/-0.6; 100.3% (+/-3.7; 25.4% (+/-1.5;




PBDA2 -

AmpR Q
tet promoter region

Anhydrotetracycline inducible promoter system

@2
pBbA2a z:?::?(;’:)
3501 bp
pBbA2a-RFP 2479 . | ::sp
PBbA2k-RFP 2485 3 -
pBbA2c-RFP 2492
A =pl5A ori (8-10 copies per cell) 2=pTet _ _ > BamH | (1421)

experiments represented on this datasheet were performed using pBbA2a-RFP
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

Avr ll (1574)

INDUCER DOSE RESPONSE
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3ml cultures arown in test tubes, induced with 400nM anhydrotetracycline (aTc), arown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

100.0% (+/-3.0) 85.7% (+/-4.3) 100.0% (+/-22.3) 111.1% (+/-12.8 100.0% (+/-4.7) 101.5% (+/-2.9)
X . ! 0.0% (+/-0.0) . X 0.7% (+/-0.2) 0.7% (+/-0.3

CROSSTALK

100.0% (+/-4.3; 101.0% (+/-1.3; 86.6% (+/-0.8; 91.3% (+/-1.7, 0.0% (+/-0.0;




pBbB2

Anhydrotetracycline inducible promoter system

pBbB2a-GFP 2630
pBbB2k-GFP 2638
pBbB2c-GFP 2646

B = BBR1 ori (17-20 copies per cell) 2 =pTet

experiments represented on this datasheet were performed using pBbB2a-GFP
pBbE5a-GFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

INDUCER DOSE RESPONSE
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3ml cultures arown in test tubes, induced with 400nM anhydrotetracycline (aTc), arown at 30°C post-induction, measurements taken in Tecan 18h post-induction

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
GFP and OD normalized to pBbESa-GFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-4.3] 101.0% (+/-1.3] 86.6% (+/-0.8] 91.3% (+/-1.7, 0.0% (+/-0.0




PBbE2

Anhydrotetracycline inducible promoter system

pBbE2a-RFP 2471
pBbE2k-RFP 2498
pBbE2cRFP 2501

E = colE1 ori (20-30 copies per cell) 2 =pTet

experiments represented on this datasheet were performed using pBbE2a-RFP
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

INDUCER DOSE RESPONSE
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3ml cultures arown in test tubes, induced with 400nM anhydrotetracycline (aTc), arown at 30°C post-induction, measurements taken in Tecan 18h post-induction

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-4.3] 101.0% (+/-1.3] 86.6% (+/-0.8] 91.3% (+/-1.7, 0.0% (+/-0.0




AmpR

pBbS2 -

QL
. . . / jion
Anhydrotetracycline inducible promoter system et prometereg
Sac 1(3914)

TO
pBbS2a

4923 bp

pBbS2a-RFP 2549 _RFP
pBbS2k-RFP 2557 \i::*(ll;f)
pBbS2c-RFP 2565 -

S =SC101 ori (4-6 copies per cell) 2 =pTet Avrll (1574)
experiments represented on this datasheet were performed using pBbS2a-RFP pSC101** orf

pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control
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3ml cultures arown in test tubes, induced with 400nM anhydrotetracycline (aTc), arown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

106.3% (+/-25.9)
0;

CROSSTALK

100.0% (+/-4.3) 101.0% (+/-1.3, 86.6% (+/-0.8; 91.3% (+/-1.7; 0.0% (+/-0.0)




Aat 1l 6)

PBbLA3

Propionate inducible promoter system

PR (Salmonella)

pBbA3a
4681 bp

pBbA3a-RFP 2508

pBbA3K-RFP 2509 .

pBbA3c-RFP 2510

A =pl5A ori (8-10 copies per cell) 3 =pProS Avrll @754) PPro (PprpB from Salmonella)
experiments represented on this datasheet were performed using pBbA3a-RFP dol tem EcoR| (1888)
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control Xho 1(2610) Bgl 11 (1897)

BamH  (2601) RBS
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3ml cultures arown in test tubes, induced with 20mM propionate. arown at 30°C post-induction. taken in Tecan 18h post-ind

MM media is supplemented with 0.5% glucose, T8 media is supplemented with 2% glycerol
RFP and OD normalized to pBbE5Sa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-3.9) 100.9% (+/-5.1; 126.7% (+/-0.5) 33.8% (+/-3.1 2.2% (+/-1.9




Aatll )

PR (Salmonella)

pBbB3

Propionate inducible promoter system 0

$pe 16050 pBbB3a
5215 bp
pBbB3a-GFP 2631
DBbB3k-GFP 2639 /- pPro (PpipB from Salmonella)
DBbB3C-GFP 2647 BBRL ori

>N EcoR|(1888)
xsgl 111897)

RBS

B = BBR1 ori (17-20 copies per cell) 3 = pProS Avrll@793)

experiments represented on this datasheet were performed using pBbB3a-GFP
pBbE5a-GFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

INDUCER DOSE RESPONSE
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3ml cultures grown in test tubes, induced with 20mM propi grown at 30°C post-induction, taken in Tecan 18h post-induction

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
GFP and OD normalized to pBbE5a-GFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-3.9; 100.9% (+/-5.1 126.7% (+/-0.5 33.8% (+/-3.1) 2.2% (+/-1.9




PBbE3

Propionate inducible promoter system

pBbE3a-RFP 2473
pBbE3k-RFP 2511
pBbE3c-RFP 2512

E = colE1 ori (20-30 copies per cell) 3=pProS

experiments represented on this datasheet were performed using pBbE3a-RFP

pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

INDUCER DOSE RESPONSE

Aat 1l 6)
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3ml cultures arown in test tubes, induced with 20mM propionate, arown at 30°C
MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbE5a-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

taken in Tecan 18h

CROSSTALK

100.0% (+/-3.9) 100.9% (+/-5.1; 126.7% (+/-0.5) 33.8% (+/-3.1] 2.2% (+/-1.9




Aat 11 6)

PBbS3 N

prpR (Salmonella)
Propionate inducible promoter system Sac 1 G094)

pBbS3a
6103 bp

pBbS3a-RFP 2552 P10 (PppB from Salmonella)
pBbS3k-RFP 2560 EcoR | (1888)
pBbS3c-RFP 2568 PSC101+* Bgl Il (1897)

S = SC101 ori (4-6 copies per cell) 3 =pProS
experiments represented on this datasheet were performed using pBbS3a-RFP
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

AvrII 2754)

INDUCER DOSE RESPONSE

450

400

BRFP 180
#0D600 18h

350

300

250

200

RFP fluorescence

150

RFP fluorescence/OD600

100

o o v ® @ 8 T N o N 1w ow o oo
S 4 & ® @ S 48§ 88N g g omM  0625mM  2.5mM 10mM 20mM 100mM
Time (hours) [Propionate]

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

9.0
8.0 BRFP un-induced
BRFP induced
70 :
A 0D600 un-induced
60 ©0D600 induced
@
S
5
o 5.0
4
s
2 40
a
3
3.0
20
10
0.0
MM LB TB MM LB B
BLR(DE3) DH1
3ml cultures arown in test tubes, induced with 20mM propionate, arown at 30°C post-induction, taken in Tecan 18h post-inducti

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-3.9] 100.9% (+/-5.1; 126.7% (+/-0.5; 33.8% (+/-3.1] 2.2% (+/-1.9




pBbA4 -

Propionate inducible promoter system

prpR (E. coli)

pBbAda

pBbAda-RFP 2503
pBbA4K-RFP 2504
pBbA4C-RFP 2505 s S

EcoR 1 (1823)
Bgl 11(1832)
RBS

A =p15A ori (8-10 copies per cell) 4 = pProE
experiments represented on this datasheet were performed using pBbA4a-RFP
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

INDUCER DOSE RESPONSE
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3ml cultures arown in test tubes. induced with 20mM propionate, arown at 30°C post-induction, taken in Tecan 18h post-ind

MM media is supplemented with 0.5% glucose, T8 media is supplemented with 2% glycerol
RFP and OD normalized to pBbE5a-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

100.0% (+/-10.2) 100.0% (+/-71.1)

CROSSTALK

100.0% (+/-1.2) 98.8% (+/-5.1) 139.4% (+/-3.7; 20.9% (+/-0.7 7.9% (+/-1.4




Aat 11 6)

pBbB4 —_
Sac | (4141)
Propionate inducible promoter system To
Spe 1 (4025)

pBbB4a
5150 bp

pBbB4a—G FP 2632 "~ pPro (E. coli PpipB)
pBbB4k-GFP 2640 BBRL oi N Ecor101823)
pBbB4c-GFP 2648 - Bgl 11 (1832)

B = BBR1 ori (17-20 copies per cell) 4 = pProE
experiments represented on this datasheet were performed using pBbB4a-GFP
pBbE5a-GFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

INDUCER DOSE RESPONSE

1400

1400
FP 180
1200 +0D600 18h

1000

1200

1000

800

600
600

GFP fluorescence/OD600
GFP fluorescence

400
400

200
200

10.6
11.6
127
138
14.8
15.9
16.9
18.0
19.0
20.1

omM 0.625mM 2.5mm 10mm 20mM 100mM

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

7.0
BGFP un-induced
6.0 :
BGFP induced
A0D600 un-induced
50 BOD600 induced
2
3
g 40
g
5
E}
= 30
a
o
o
20
1.0
0.0
MM LB TB MM LB B
BLR(DE3) DH1
3ml cultures grown in test tubes, induced with 20mM propi grown at 30°C post-induction, taken in Tecan 18h post-induction

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
GFP and OD normalized to pBbE5a-GFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-1.2 98.8% (+/-5.1 139.4% (+/-3.7 20.9% (+/-0.




PBbE4

Propionate inducible promoter system

prpR (E. coli)

pBbE4a
4629 bp

pBbE4a-RFP 2472

pBbE4k-RFP 2506 colEx

DBbE4C-RFP 2507 \ PPro E. coli PprpB)
E = colE1 ori (20-30 copies per cell) 4 = pProE Avrll 2689) = BRI
experiments represented on this datasheet were performed using pBbE4a-RFP Bol 1 (1832)
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control Xho 1 @545) R8s

INDUCER DOSE RESPONSE

450
w00 —~omM
-=-0.625mM
25mM
350 ~10mMm
- —-20mM
g 300 —-100mM
8 8
[} 2
g 250 8
8 14
g 200 E
E g
= o
e 150
o
100
50
0 e
S HH NN MO TL N Qe ND RO 0O O o
SHdsYso6N~N® oS 98888 g omm 0625mM  2.5mM 10mM 20mM 100mM
Time (hours) [Propionate]

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

20
80 BRFP un-induced
BRFP induced
70 A0D600 un-induced
©0D600 induced

6.0
@
8
]
8 s0
2
-4
5
2 40
[N
3

3.0

20

10

0.0

MM LB 8 MM L8 8
BLR(DE3) DHL
3ml cultures arown in test tubes, induced with 20mM propionate. arown at 30°C post-induction. taken in Tecan 18h post-ind

MM media is supplemented with 0.5% glucose, T8 media is supplemented with 2% glycerol
RFP and OD normalized to pBbE5a-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-1.2] 98.8% (+/-5.1 139.4% (+/-3.7, 20.9% (+/-0.7; 7.9% (+/-1.4




pBbS4

Propionate inducible promoter system

PR (E. col)
sac 1(5029)
TO

pBbS4a

6038 bp )
pBbS4a-RFP 2551 h::.(jgl PpB)
pBbS4k-RFP 2559 B; - (1;»32) )
pBbS4c-RFP 2567 s
S =SC101 ori (4-6 copies per cell) 4 =pProE pSC101*

experiments represented on this datasheet were performed using pBbS4a-RFP
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

AvrII 2689)

INDUCER DOSE RESPONSE

450
400 ~—OomM
-=-0.625mM
as0 25mM
—-10mM
—-20mM
8 300 "
8 ~-100mM 3
9 2
3 250 3
H 2
g 4
5
8 200 2
E &
o 150 3
jin
[
100
50
0
eI e B T TR A T B B B T T T S B B
Sddoe<ssonr®ogdanSn 8 g Qg OmM  0625mM  25mM  lomM 20mM  100mM
Time (hours) [Propionate]

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

9.0
8.0 BRFP un-induced
BRFP induced
70 A0D600 un-induced
©0D600 induced

6.0
@
8
g
8 50
H
2
5
2 40
o
&

30

20

10

0.0

MM LB ) MM LB )
BLR(DE3) DH1
3ml cultures arown in test tubes, induced with 20mM probionate. arown at 30°C post-induction. taken in Tecan 18h post-ind

MM media is supplemented with 0.5% glucose, T8 media is supplemented with 2% glycerol
RFP and OD normalized to pBbE5Sa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-1.2) 98.8% (+/-5.1) 139.4% (+/-3.7, 20.9% (+/-0.7; 7.9% (+/-1.4




Aat 1l 6)

PBbAS

IPTG inducible promoter system

Sac16%) pBbA5a
TO
pBbA5a-RFP 2475 acUV promoter
pBbA5k-RFP 2481 v Tac operator
pBbA5c-RFP 2488 pisa oi AN
. i Avr Il 2447) Byl Il (1590)
A =p15A ori (8-10 copies per cell) 5= placUV5 oo \F
experiments represented on this datasheet were performed using pBbA5a-RFP X 1@309) REP
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control B 254)

INDUCER DOSE RESPONSE

800

REP 18h
700 #0D600 18h
600

500

400

0D600

300

RFP fluorescence/OD600
RFP fluorescence

200

100

OuM 6.25uM 12.5uM 50uM 100uM 500uM
IPTG Concentration

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

6.0

BRFP un-induced
50 BRFP induced

A 0OD600 un-induced

©0D600 induced
4.0

3.0

RFP fluorescence

1.0

0.0
MM LB TB MM LB B

BLR(DE3) DH1

3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbE5a-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-6.7, 141.3% (+/-6. 97.8% (+/-2.8, 128.0% (+/-9. 0.0% (+/-0.0




pBbB5 -

IPTG inducible promoter system

Sac 1(3899)

" pBbBS5a
S 1678) 4908 kp
pBbB5a-GFP 2633 I2cUV5 promoter
pBbB5k-GFP 2641 S fac operator
pBbB5c-GFP 2649 _ xw'“ﬁ”
BBRL ori Bgl 11 (1590)
B = BBR1 ori (17-20 copies per cell) 5= placUV5 RBS
experiments represented on this datasheet were performed using pBbB5a-GFP W GFP
pBbE5a-GFP in BLR(DE3) in LB induced (100mM IPTG) was used as control Avr Il (2486) Sac1(2322)
BamH 1 (2333)
Xho 1(2342)

INDUCER DOSE RESPONSE

1200

1000

BGFP 18h
#0D600 18h

800

600

GFP fluorescence

400

GFP fluorescence/OD600

200

0

°g4d
S

Oum 6.25uM 12.5um 50uM 100uMm 500uM

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

25

BGFP un-induced

BGFP induced
20 N

A0D600 un-induced

BOD600 induced

8
2 15
H
8
H
2
5
El
o 10
i
[

05

0.0

MM L8 B8 MM L8 B8
BLR(DE3) DH1

3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, T8 media is supplemented with 2% glycerol
GFP and OD normalized to pBbE5a-GFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-6.7; 141.3% (+/-6.7; 97.8% (+/-2.8 128.0% (+/-9.7; 0.0% (+/-0.0;




PBbES

IPTG inducible promoter system

pBbE5a-RFP 2467
pBbE5Sk-RFP 2494
pBbE5c-RFP 2466

E = ColE1 ori (20-30 copies per cell) 5= placUV5
experiments represented on this datasheet were performed using pBbE5a-RFP
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

INDUCER DOSE RESPONSE

Sac 1 (3378)
terminator-0

colE1

Avr Il (2447)

Aat 1l 6)

pBbES5a
4387 tp

dbl terminator
Xho 1(2303)
BamH 1 (2294)

lacl

lacUV5 promoter

800

700

600

500

400

300

RFP fluorescence/OD600
RFP fluorescence

200

100

O H H4 NN ®Mm®mT WO ON®Q® 0 0 Q9 O o

S Hd a® < 86N O S 58T W o B9
2 2 433333 3R
Time (hours)

RFP 18h
+0D600

Oum

18h

6.25uM 12.5uM 50uM

IPTG Concentration

100um

500uM

OD600

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

6.0

BRFP un-induced
BRFP induced
A0D600 un-induced
©0D600 induced

5.0

4.0

3.0

RFP fluorescence

2.0

1.0

0.0

MM LB TB MM

BLR(DE3)

LB TB
DH1

3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbE5a-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-6.7 97.8% (+/-2.8 128.0% (+/-9.7 0.0% (+/-0.0




Aat 1l 6)

PBbS5

IPTG inducible promoter system sac | (4787)

TO

lacUV5 promoter

pBbS5a
5719% ko

pB bS5a-RFP 2474 Byl Il (1590)
pBbS5k-RFP 2553 Res
pBbS5c-RFP 2561 RFP

S = SC101 ori (4-6 copies per cell) 5= placUV5 pscaor _ \TBamHI@ZQﬂt)

experiments represented on this datasheet were performed using pBbS5a-RFP
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

Avr Il (2447)

INDUCER DOSE RESPONSE

800

700 -=0um
6.25uM
~-12.5uM
600 —-50uM
—+-100uM

FP 18h
#0D600 18h

500

400

0D600

300

RFP fluorescence/OD600
RFP fluorescence

200

100

OuM 6.25uM 12.5uM 50uM 100um 500uM
IPTG Concentration

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

6.0

BRFP un-induced
5.0 BRFP induced

A 0D600 un-induced

©0D600 induced
4.0

3.0

RFP fluorescence

0.0
MM LB L] MM LB B

BLR(DE3) DH1

3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbESa-RFP in BLR(DES3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-6.7, 141.3% (+/-6. 97.8% (+/-2.8, 128.0% (+/-9. 0.0% (+/-0.0;




PBbAG

IPTG inducible promoter system

At 6)

lacl

s“"mfo pBbA6a
4368 tp
pBbA6a-RFP 2476 PLiacOL promoter
pBbAG6k-RFP 2482 3 wansciption stat ste
pBbA6C-RFP 2489 pisa Smmsm
Avr I 2441) Byl Il (1584)
A =p15A ori (8-10 copies per cell) 6 =pLlacO-1 res
experiments represented on this datasheet were performed using pBbA6a-RFP Xho 10297) REP
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control BamHI 288)
INDUCER DOSE RESPONSE
800 1200

700

600

500

400

300

RFP fluorescence/OD600

200

100

RFP fluorescence

1000

800

600

400

200

O 4 4NN ®m®O YTy OO~ DR 0O O o
S Hd®w<swon~®ogdygy8g Qg oum 6.25uM  12.5uM 50uM 100uM  500uM
Time (hours) IPTG Concentration
BLR(DE3) in LB, 30°C
STRAIN and MEDIA DEPENDENCE
10.0 6.0
9.0 ®RFP un-induced
®RFP induced 50
80 A40D600 un-induced
©0D600 induced
7.0
4.0
@
g2 60
8
2
8
s 5.0 3.0§
2 o
E 4.0
2.0
3.0
20
1.0
1.0
0.0 0.0
MM LB B MM LB TB
BLR(DE3) DH1L

3ml cultures arown in test tubes, induced with 100uM IPTG, arown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

100.0% (+/-0.4)

1.4% (+/-0.0

CROSSTALK

100.0% (+/-3.8] 138.5% (+/-0.9; 84.1% (+/-5.4) 138.7% (+/-5.1; 0.0% (+/-0.0;




pBbB6 =

IPTG inducible promoter system

e ImﬂT)o pBbB6a
502 ko pLiacO1 promoter
DBbB6a-GFP 2634 Transcription start site
DBbBGk-G FP 2642 \_ EcoR 1 (1575)
pBbB6C-GFP 2650 om0 canasen

B = BBR1 ori (17-20 copies per cell) 6 = pLlacO-1
experiments represented on this datasheet were performed using pBbB6a-GFP

Avr Il (2480)
pBbE5a-GFP in BLR(DE3) in LB induced (100mM IPTG) was used as control

BamH 1 (2327)
Xho | (2336)
dbl term
INDUCER DOSE RESPONSE
2000 2500
1800 2250
1600 2000
S 1400 1750
8
g 1200 8 1500
g g
g 1000 g 1250
14 S
S 800 =
2 & 1000
& 0]
& 600
e 750
o ptet A
400 rrr T
500
200
baaei 250
q ] ie g9 -~ @ © 9 5 o 0
« 3 e oum 6.25uM 12.5uM 50uM 100uM 500uM

0D600

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

6.0

=GFP un-induced
5.0 BGFP induced
A 0D600 un-induced

20 B0D600 induced

3.0

GFP Fluorescence

2.0

1.0

0.0

MM LB T8 MM LB B
BLR(DE3) DH1

3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, T8 media is supplemented with 2% glycerol
GFP and OD normalized to pBbE5a-GFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-3.8] 138.5% (+/-0.9; 84.1% (+/-5.4) 138.7% (+/-5.1; 0.0% (+/-0.0;




PBbEG

IPTG inducible promoter system

sac 1 (3372)

Aat l 6)

lacl

0 pBbE6a
4381 o
DBbEGa-RFP 2468 PLIacOL promoter
pBbE6k-RFP 2495 CcolEL transcription start site
pBbE6c-RFP 2465 EcoR 1 (1575)
E = colE1 ori (20-30 copies per cell) 6 = pLlacO-1 Aol ean) e S0 1559
experiments represented on this datasheet were performed using pBbE6a-RFP dbl tem \ Res
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control Xho 1@297) RFP
BamH 1 (2288)
INDUCER DOSE RESPONSE
800 1200
700
1000
600
8 800
2 500 ®
¢} 2
2 s
g 400 § 600 §
3 300 &
B " w0
'3
200
100 200
0
O H H NN ®Mm®mT MW QO O~ ® O e O O o o
SHd®m <Y ®BON®Oo g DN EB®EE g oum 625uM  125uM  50uM 100uM  500uM
Time (hours) IPTG Concentration

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

10.0

9.0 BRFP un-induced
BRFP induced
8.0 N
A0D600 un-induced
7.0 ©0D600 induced
®
2 60
]
3
H
2 50
5
2
& 4.0
o
3.0
20
10
0.0
MM LB TB
BLR(DE3)

MM

LB B

3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-3.8) 138.5% (+/-0.9; 84.1% (+/-5.4; 138.7% (+/-5.1; 0.0% (+/-0.0)




PBbS6

IPTG inducible promoter system Sac 1 781)

TO

PLIacO1 promoter

pBbS6a
579 bp

pBbSGa—RFP 2546 Bgl Il (1584)

pBbS6k-RFP 2554 y RES

pBbS6c-RFP 2562 { RFP
PSC101*+ = < BamH1(2288)

S = SC101 ori (4-6 copies per cell) 6 =pLlacO-1 Xho 1(2297)

experiments represented on this datasheet were performed using pBbS6a-RFP bl term

pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control ‘Avr il 2441)

INDUCER DOSE RESPONSE

800

RFP 18h
#0D600

700

600

500

400

RFP fluorescence
0OD600

300

RFP fluorescence/OD600

200

100

o o = L R . T T I BRI
o o o © o g da 098999 g Oum 6.25uM 12.5uM 501_JM 100uM 500uM
Time (hours) IPTG Concentration

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

10.0

9.0 BRFP un-induced
BRFPinduced
AOD600 un-induced
©0D600 induced

RFP fluorescence
o
°

4.0
30
20
10
0.0
MM LB T MM LB L]
BLR(DE3) DH1

3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-3.8] 138.5% (+/-0.9; 84.1% (+/-5.4) 138.7% (+/-5.1; 0.0% (+/-0.0;




PBbAY

IPTG inducible promoter system

Sac 1(3311)

0 pBbA7a

4320 bp

DBbA?a-RFP 2477 T7 promoter
pBbA7k-RFP 2483 Jac operator
pBbA7c-RFP 2490 pisaoi N Ecor1(1527)
A = p15A ori (8-10 copies per cell) 7 =pT7 Avrll 303) x“g' 111530
experiments represented on this datasheet were performed using pBbA7a-RFP \ RES
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control Xho 1(2249) RFP

BamH I (2240)

INDUCER DOSE RESPONSE

1000 1600
900 RFP 18h
1400 #0D600 18h
800
1200
o 700
2
8 600 3 1000
3 §
g ? =]
g 500 S 0 2
o =) [=}
4 2 ©
S 400 o
= £ o0
£ 300
400
200
100 200
o 0
oum 0.8uM 4uM 20uM  100uM  500uM
[IPTG]
BLR(DE3) in LB, 30°C
STRAIN and MEDIA DEPENDENCE
7.0 7.0

0D600

6.0

5.0 5.0
®
2
§ 40 40
H
g BRFP un-induced
El BRFP induced
g0 30 400600 un-induced
'3 ©0D600 induced

20 20

10 10

0.0 0.0

MM LB TB MM LB TB
BLR(DE3) DH1*

3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol

RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

“DH1 does not contain the gene encoding T7 polymerase and therefore RFP cannot be expressed under the T7 promoter in DH1, experiments were not performed

CATABOLITE REPRESSION

100.0% (+/-1.3) 100.0% (+/-0.0)

CROSSTALK

100.0% (+/-3.2) 103.8% (+/-4.9) 87.6% (+/-0.3] 101.0% (+/-0.6; 0.4% (+/-0.7




pBbB7 -

IPTG inducible promoter system

Sac 1(3845)
T0

pBbB7a
Spe 1(3729)

4854 tp

pBbB7a-GFP 2635 7o
pBbB7K-GFP 2643 AN
DBbB?C'GFP 2651 BBR1 off XEN 11(1536)

B = BBR1 ori (17-20 copies per cell) 7 =pT7

experiments represented on this datasheet were performed using pBbB7a-GFP / . GFP
pBbE5a-GFP in BLR(DE3) in LB induced (100mM IPTG) was used as control At @) 5*’“‘2“79)
BamH1
Xho 1(2288)

INDUCER DOSE RESPONSE

BGFP 18h
OD600 18h

GFP fluorescence/OD600
GFP fluorescence

S
° &4
=R

OuMm 6.25uM 12.5uM 50uM 100uM 500uM

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

300
BGFP un-induced
25.0 BGFP induced
A0D600 un-induced
200 B0D600 induced
8
e
g [=3
¢ (=3
g
€ 10 g
2 5
&
&
© 100
50
0.0
MM 8 ™ MM 8 T8
BLR(DE3) DHL*

3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol

GFP and OD normalized to pBbE5a-GFP in BLR(DE3) in LB induced (100uM IPTG)

“DH1 does not contain the gene encoding T7 polymerase and therefore RFP cannot be expressed under the T7 promoter in DH1, experiments were not performed

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-3.2) 103.8% (+/-4.9) 87.6% (+/-0.3] 101.0% (+/-0.6; 0.4% (+/-0.7




PBbEY ~

IPTG inducible promoter system

Sac 1(3324)

0 pBbE7a

138 p

pBbE7a-RFP 2487

PBbE7k-RFP 2496 V.
pBbE7c-RFP 2464 colE1 oigid ANy
E = colE1 ori (20-30 copies per cell) 7 =pT7 Avrll (2393) xagl 11(1536)
experiments represented on this datasheet were performed using pBbE7a-RFP RBS
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control xnaums)/ RFP

BamH | (2240)

INDUCER DOSE RESPONSE

1000

RFP 18h
#0D600 18h

0D600

RFP fluorescence/OD600
o
=
3
RFP fluorescence

Oum 0.8uM 4um 20uM 100um 500uM
[IPTG]

BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

7.0

BRFP un-induced

60 =RFP induced
A0D600 un-induced

5.0 ©0D600 induced

4.0

0D600

3.0

RFP fluorescence

0.0
MM LB B MM LB B

BLR(DE3) DH1*

3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol

RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

“DH1 does not contain the gene encoding T7 polymerase and therefore RFP cannot be expressed under the T7 promoter in DH1, experiments were not performed

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-3.2] 103.8% (+/-4.9] 87.6% (+/-0.3] 101.0% (+/-0.6; 0.4% (+/-0.7




PBbS7

IPTG inducible promoter system soe1@753)

TO

pBbS7a
5742 bp

pBbS?a—RFP 2547 Bl Il (1536)
pBbS7k-RFP 2555 y -
pBbS7c-RFP 2563 o rep

S =SC101 ori (4-6 copies per cell) 7=pT7 pPSCL0L orf — BamH 1 @2240)
experiments represented on this datasheet were performed using pBbS7a-RFP Xho | (2249)
pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control dbl tem

Avr Il (2393)

INDUCER DOSE RESPONSE

1000 1600
900 FP 18h
1400 +0D600 18h
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BLR(DES3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

7.0

ERFP un-induced
6.0 BRFP induced
A 0D600 un-induced

50 ©0D600 induced

4.0

‘0D600

3.0

RFP fluorescence

20

1.0

0.0
MM LB B MM LB TB

BLR(DE3) DHI*

3ml cultures grown in test tubes, induced with 100uM IPTG, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol

RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

“DH1 does not contain the gene encoding T7 polymerase and therefore RFP cannot be expressed under the T7 promoter in DH1, experiments were not performed

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-3.2) 103.8% (+/-4.9) 87.6% (+/-0.3] 101.0% (+/-0.6; 0.4% (+/-0.7




Aat 1l 6)

araC

PBbAS .

Arabinose inducible promoter system

operator 02

araC promoter

pBbA8a
4059 bp

pBbA8a-RFP 2480 ™

Operator 12 and I11

pBbA8k-RFP 2486 PBAD promoer
DBbASC-RFP 2493 Ecor | (1212)
A =p15A ori (8-10 copies per cell) 8 =pBad Bal ll0221)
experiments represented on this datasheet were performed using pBbA8a-RFP pisa RBS
pBbESa-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control Avrl @132) CFP

INDUCER DOSE RESPONSE
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BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE
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70 BRFP un-induced
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6.0 A0D600 un-induced
©0D600 induced
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0.0

MM LB 8 MM LB T8
BLR(DE3) DH1
3ml cultures arown in test tubes. induced with 20mM arabinose. arown at 30°C post-induction, taken in Tecan 18h post-ind

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-2.5) 102.7% (+/-1.0; 100.1% (+/-1.5; 112.5% (+/-2.1 0.0% (+/-0.0;




Aatll(6)

pPBbB8

Arabinose inducible promoter system socG529)

pBbB8a

438 bp operator 12 and 11
pBbB8a-GFP 2636 Z:-wz)
pBbB8k-GFP 2644 Bl 1(1221)
DBbBSC-GFP 2652 RBS
B = BBR1 ori (17-20 copies per cell) 8 = pBad BBRLoT \\ GFP
experiments represented on this datasheet were performed using pBbB8a-GFP Sac 1(1959)
pBbE5a-GFP in BLR(DE3) in LB induced (100mM IPTG) was used as control BamH1(1964)

Xho 1(1973)
dbl term
Avrll 2116)

INDUCER DOSE RESPONSE
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BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE

16.0

BGFP un-induced
BGFP induced
A0D600 un-induced
BOD600 induced

GFP fluorescence
®
o
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20
0.0
MM LB B MM LB TB
BLR(DE3) DH1
3ml cultures grown in test tubes, induced with 20mM arabinose, arown at 30°C post-induction, taken in Tecan 18h post-inducti

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
GFP and OD normalized to pBbESa-GFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

100.0% (+/-1.1) 166.0% (+/-22.9

CROSSTALK

100.0% (+/-2.5) 102.7% (+/-1.0; 100.1% (+/-1.5; 112.5% (+/-2.1 0.0% (+/-0.0;




Aat 1l 6)

araC

PBbES -

Arabinose inducible promoter system

2 operator 02

pBbE8a
4018 bp

araC promoter

Sac 1 (3009)
TO

‘operator O1

pBbE8a-RFP 2470 CAP site

pBbE8k-RFP 2499 Operator 12 and 11

pBbE8Cc-RFP 2500 3 poAD promoter
colE1 origin EcoR|(1212)

E= colE1 ori (20-30 copies per cell) 8 = pBad Bgl Il 1221)

experiments represented on this datasheet were performed using pBbE8a-RFP Avrll 078) RBS

pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control dbl tem RFP

INDUCER DOSE RESPONSE

800
—+-0uM FP 18h
700 -=1uM #0D600 18h
10uM
600 - 100uM
—-1,000uM
8 —-20,000uM
8 500 3
5 g
2 @
g 400 L
g 2
2 2
2 300 &
= ©
i
4

200

100
TRy

aawt
Lrerairiket

ouM 1uM 10uM 100uM 1,000uM  20,000uM
[Arabinose]

BLR(DE3) in LB, 30°C
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8.0
BRFP un-induced
7.0 BRFP induced
A0D600 un-induced

6.0 ©0D600 induced
3 50
g
g
8
3
2 a0
5
2
&
L 30

2.0

1.0

0.0
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BLR(DE3) DH1

3ml cultures grown in test tubes, induced with 20mM arabinose, grown at 30°C post-induction, measurements taken in Tecan 18h post-induction
MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbE5a-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-2.5) 102.7% (+/-1.0 100.1% (+/-1.5, 112.5% (+/-2.1, 0.0% (+/-0.0




Aat l 6)

pPBbS8

. . . araC promoter
Arabinose inducible promoter system soc 1 @ats) operator O
To S _ capsiee

z tor 12 and 11
pBbS8a b_cpsmitzen

5427 bp

pBbS8a-RFP 2550 EcoR 1 (1212)

pBbS8K-RFP 2558 oz

pBbS8c-RFP 2566 P

S = SC101 ori (4-6 copies per cell) 8 =pBad BamH 1 (1925)

experiments represented on this datasheet were performed using pBbS8a-RFP pscior Xho 1 (1934)

pBbE5a-RFP in BLR(DE3) in LB induced (100mM IPTG) was used as control dbl term
Avr Il 2078)

INDUCER DOSE RESPONSE
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BLR(DE3) in LB, 30°C

STRAIN and MEDIA DEPENDENCE
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BLR(DE3) DH1
3ml cultures grown in test tubes, induced with 20mM arabinose, arown at 30°C post-induction, taken in Tecan 18h post-inducti

MM media is supplemented with 0.5% glucose, TB media is supplemented with 2% glycerol
RFP and OD normalized to pBbESa-RFP in BLR(DE3) in LB induced (100uM IPTG)

CATABOLITE REPRESSION

CROSSTALK

100.0% (+/-2.5; 102.7% (+/-1.0) 100.1% (+/-1.5) 112.5% (+/-2.1; 0.0% (+/-0.0)




